: Protein, but not mRNA levels, of all three PIM kinases increases with PIM447 treatment. (A) 5,000,000 cells were treated with 4 μM PIM447 for indicated time points. Cells were collected and protein isolated using RIPA lysis buffer, with protease and phosphatase inhibitors. 30 μg of protein was loaded onto a 10% polyacrylamide gel and transfered to a PVDF membrane and probed for the indicated proteins overnight at 4 degrees Celsius. (B) mRNA expression of human PIM kinases after PIM447 treatment. qRt-PCR was performed using probes for human PIM1, 2 and 3 on cDNA isolated from each cell line. 2-ΔΔCT normalized to GAPDH.
